A. Pan1 and End3 were reduced to 1% and 5%, respectively, when PAN1-AID END3-AID TIR cells were treated with 250µM auxin for 60 to 90 minutes. B, C and D.
Dynamics of Sla1-GFP and Abp1-RFP in the cells depleted of either Pan1 or End3 using the auxin degron system. PAN1-AID TIR1 cells or END3-AID TIR1 cells expressing Sla1-GFP and Abp1-RFP were imaged. Pan1 or End3 were depleted from the cells by adding 250µM auxin for 60 to 90 minutes before observation. Kymographs of individual patches were generated using ImageJ software on GFP channel images from the 1.8-minmovies as indicated (B) . Interval between frames is 1.8 sec. Maximum Intensity Projection (MIP) was generated using ImageJ software on GFP channel images from movies as indicated (B) . In this case, MIP indicates the total numbers of endocytic sites generated during the movies. Montages, single channel, or merged images of single patches from 2-color movies of PAN1-AID TIR1 cells expressing GFP-tagged and RFPtagged proteins after auxin treatment (C). Montages, single channel, or merged images of single patches from 2-color movies of END3-AID TIR1 cells expressing GFP-tagged and RFP-tagged proteins after auxin treatment (D). Time to acquire one image pair was 1.8 sec.
Supplemental Figure 4
PAN1-AID END3-AID-TIR1 cells expressing GFP-tagged and/or RFP-tagged proteins were observed. Pan1 and End3 were depleted from the cells by adding 250 µM auxin for 60 to 90 minutes before observation. A. Ede1-GFP and Abp1-RFP dynamics. C. Sla2-GFP and Abp1-RFP dynamics. B and D, Kymographs were generated from the movies using Image J software. Kymographs of Ede1-GFP and Abp1-RFP (B), or Sla2-GFP and Abp1-RFP (D) at the cell cortex, taken from representative cells over time. Note Abp1-RFP does not show significant association with Ede1-GFP or Sla2-GFP in the Pan1 and End3 depleted cell.
Supplemental Figure 5
A. Cell growth of pan1 or/and end3 mutants lacking Sla1 binding capability. B.
localization of End3-GFP and Pan1-mCherry in sla1∆ cells. Kymographs of individual patches were generated from the 1.8-min movies using ImageJ software.
Supplemental Figure 6
The C-terminus or N-terminus of Sla1 is recruited to endocytic sites in a Pan1-End3 dependent or independent manner, respectively. Interval between frames is 1 sec.
PAN1-AID END3-AID TIR1
S6. Dynamics of Ede1-GFP and Sla2-GFP patches in control cells or Pan1-and End3-depleted cells. Interval between frames is 1.8 sec.
S7. Sla1-GFP patch dynamics in control cells or Pan1-and End3-depleted cells. Interval between frames is 1.8 sec.
S8. Sla1-GFP and Sla2-TagRFP-T patch dynamics in control cells or Pan1-and End3-depleted cells. Time to acquire one image pair was 1.8 sec. Interval between frames is 1.8 sec.
S9. Abp1-RFP patch dynamics in control cells or Pan1-and End3-depleted cells. Interval between frames is 1.8 sec.
S10. PAN1-AID END3-AID TIR1 cells expressing GFP-tagged proteins (green) as
indicated and Abp1-RFP (red). Cells were treated with DMSO (Dimethyl sulfoxide) as controls. Time to acquire one image pair was 1.8sec. Interval between frames is 1.8 sec. S11. Pan1-and End3-depleted cells expressing Sla1-GFP and Abp1-RFP. Time to acquire one image pair was 1.8 sec. Interval between frames is 1.8 sec.
S12. PAN1-AID END3-AID1 TIR cells expressing GFP-tagged proteins (green) as
indicated and Abp1-RFP (red). Cells were treated with 250µM Auxin for 60-90min before imaging. Time to acquire one image pair was 1.8sec. Interval between frames is 1.8 sec.
S13. Cells expressing Sla1-GFP, Sla1 850-1244 a.a.-GFP, or Sla1 1-855 a.a.-GFP.
Interval between frames is 1 sec. S14. Cells expressing Sla1 1-855a.a.-GFP (green) and TagRFP-T/mCherry (red) proteins as indicated. Time to acquire one image pair was 1.8sec. Interval between frames is 1.8 sec.
S15. Cells expressing Sla1 1-855 a.a.-GFP and Sla1 850-1244 a.a.-mCherry. Time to acquire one image pair was 1.8sec. Interval between frames is 1.8 sec. 
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